bait tagged with the C-terminus of ubiquitin (Cub) and the transcription factor (TF/ VP16LexA) is cotransformed into NMY51 yeast strain with a library of prey cDNAs tagged with N-terminus of ubiquitin (NubG). II) Upon bait and prey interaction the fragments of ubiquitin are refolded and the degradation ubiquitin complex (DUB) releases the TF. III) TF travels to the nucleus and starts the expression of reporter genes that confer the strain resistance to growth on medium lacking adenin (ADE) and histidin (HIS) and the ability to metabolize X-Gal producing a characteristic blue color due to the expression of LacZ gene. (B) MYTH overview. The screen is divided into three major
parts: I) Bait construction, expression and verifi cation, II) Library transformation and selection of positive clones, III) Confi rmation of interactors and sequence analysis. (C) Scheme of the TRPV2 baits tagged with Cub-VP16-LexA on the N and C terminus and WB against LexA confi rming the correct expression of both constructs in yeast. (D) Fluorescence microscopy showing the correct expression of TRPV2 tagged with Cub-VP16-LexA on the N and C terminus. (e) Functional assay to assess the reporter gene activation. Baits are transformed with pOST, a prey that interacts ubiquitously with any bait, and pPR3-N, a prey thatis not able to interact with any bait. pTSUAPP and pNubGfe65, a bait-prey already described interactors, are used as control of the assay. The growth is measured as a percentage of the number colonies that grow on plates lacking HIS and ADE divided by the number of colonies found on plates that do not lack HIS and ADE. (F) Pilot screen to set assay stringency. Baits are transformed with pPR3-N, a prey that is notable to interact with any bait and plated on plates lacking HIS or lacking ADE and HIS. The stringency was increased by adding 3-aminotriazole (3-AT). 3-AT is a competitive inhibitor of the HIS3 gene product. The number of colonies is evaluated to choose the proper selective media. (G) Agarose gel of purifi ed prey plasmids isolated from the library screen and digested with Sfi I to monitor the size of the cDNA. 
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